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Summary
Objective: To investigate the role of pulsed electromagnetic ﬁeld (PEMF) exposure parameters (exposure length, magnetic ﬁeld peak ampli-
tude, pulse frequency) in the regulation of proteoglycan (PG) synthesis of bovine articular cartilage explants.
Methods: Bovine articular cartilage explants were exposed to a PEMF (75 Hz; 2 mT) for different time periods: 1, 4, 9, 24 h. Then, cartilage
explants were exposed for 24 h to PEMFs of different magnetic ﬁeld peak amplitudes (0.5, 1, 1.5, 2 mT) and different frequencies (2, 37, 75,
110 Hz). PG synthesis of control and exposed explants was determined by Na2-
35SO4 incorporation.
Results: PEMF exposure signiﬁcantly increased PG synthesis ranging from 12% at 4 h to 17% at 24 h of exposure. At all the magnetic ﬁeld
peak amplitude values, a signiﬁcant PG synthesis increase was measured in PEMF-exposed explants compared to controls, with maximal
effect at 1.5 mT. No effect of pulse frequency was observed on PG synthesis stimulation.
Conclusions: The results of this study show the range of exposure length, PEMF amplitude, pulse frequency which can stimulate cartilage PG
synthesis, and suggest optimal exposure parameters which may be useful for cartilage repair in in vivo experiments and clinical application.
ª 2006 Osteoarthritis Research Society International. Published by Elsevier Ltd. All rights reserved.
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Low-frequency low-energy pulsed electromagnetic ﬁelds
(PEMFs) display several effects on a variety of biological
tissues, including bone and cartilage. To date, much work
has investigated and conﬁrmed the activity of PEMFs on
bone tissue. Several in vitro and in vivo studies have shown
that PEMFs can modify some relevant physiological param-
eters of bone cells, such as proliferation1, differentiation2,
the synthesis of extracellular matrix (ECM) components2e4
and the production of growth factors2 and can stimulate
osteogenesis in animals5,6. Finally, PEMFs are widely
used to promote the bone healing of ununited fractures in
humans7e9.
Further, clinical observations suggest the possibility that
PEMF exposure might be useful for the treatment of degen-
erative cartilage disorders such as osteoarthritis (OA)10e13.
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Received 8 March 2006; revision accepted 30 June 2006.16Several studies have investigated the effects of PEMFs on
cartilage cells and tissue showing that PEMFs can stimulate
chondrocyte proliferation14e16 and increase the amount of
cartilage ECM components17e20. It has been observed that
the stimulation of chondrocyte proliferation, induced by
PEMFs, is dependent on culture conditions such as cell
density and the amount of serum in themedium16. Moreover,
PEMFs stimulate proteoglycans (PGs) synthesis in vivo and
in bovine adult cartilage explants cultured in vitro18,21; never-
theless this effect has not been observed in chondrocyte
monolayers20,22.
PGs are fundamental components of cartilage ECM and
PG loss from the tissue is observed in OA23. In our previous
studies, PG synthesis has been investigated in cartilage
explants as they seem to be an appropriate in vitro model
to investigate the effects of PEMFs on cartilage ECM
metabolism. We have shown that PEMFs can stimulate
PG synthesis, without affecting their degradation, in bovine
full-thickness cartilage explants cultured in vitro19,20,
suggesting that the PEMF-induced stimulation of PG syn-
thesis might be useful to preserve cartilage integrity and
function.
Furthermore, it has been shown that PEMF exposure can
reduce OA progression in animal models24,25. These effects
have been interpreted by considering that PEMF exposure
increases adenosine binding to A2a adenosine receptors in3
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agonist effect which might explain the chondroprotective
effect exerted by PEMFs25e27. The studies reported above
indicate that the effects of PEMFs are in part dependent on
biological experimental conditions such as cell density and
fetal calf serum concentration. Indeed, it is known that also
biophysical exposure conditions including magnetic ﬁeld
peak amplitude and frequency, as well as exposure length
may inﬂuence the biological response of cells and tissues
to PEMF stimulation1,21,26,28e30.
To our knowledge, few investigators have addressed the
relative importance of PEMF physical parameters on carti-
lage response by doseeresponse curves. This study was
designed to identify the exposure conditions that could elicit
the highest PG synthesis, in bovine cartilage explants;
exposure length, magnetic ﬁeld amplitude and pulse fre-
quency were investigated.
Method
CARTILAGE EXPLANT CULTURES
Explants of bovine articular cartilage were aseptically
dissected from the metacarpophalangeal joints of 14e18-
month-old animals (Limousine breed), as previously de-
scribed19,20. Full-thickness cartilage discs were obtained
from the articular surface using a 4-mm dermal punch (Stie-
fel Laboratories, Milan, Italy). Control (unexposed) and test
(exposed) explants were paired at harvest and originated
from adjacent sites on the joint surface. Four groups of sam-
ples (each group from each site on the joint surface) were
harvested from each animal donor. In each group, the ex-
plants were randomly subdivided into control (unexposed)
and test (exposed) explants. Five different animals were
used for each set of experiments. Explants (three/well)
were cultured in 0.5 ml culture medium in multiwells
(Nunc, Denmark, 6.6 6.6 cm, 1.6 cm the diameter of
each well). Before PEMF exposure, all explants were al-
lowed to equilibrate in culture for 48 h in DMEM/F12 supple-
mented with 10% FBS and antibiotics (penicillin 100 units/
ml, streptomycin 0.1 mg/ml) (Life Technologies Paisley,
UK) (complete medium) and for an additional 48 h in me-
dium without serum, at 37C in an atmosphere of 5% CO2.
PEMF APPARATUS
The apparatus for PEMF exposure was the same as that
used in previous studies1,15,19,20,26. It consisted of a pair of
circular Helmoltz coils of copper wire placed opposite to
each other and in a signal generator (Igea, Carpi, Italy).
The multiwell plates were placed between this pair of
Helmoltz coils, so that the plane of the coils was perpendic-
ular to the multiwell plates, and the direction of the induced
electric ﬁeld was perpendicular to the direction of the
magnetic ﬁeld.
The power generator produced a pulsed signal with the
following parameters: the pulse duration was 1.3 ms and
the frequency was adjustable from 2 to 110 Hz. The ampli-
tude of magnetic ﬁeld, varying from 0.5 to 2 mT, and the
corresponding peak induced voltage value, were detected,
between the two coils placed at different distances from
each other, by the Hall probe of the Gaussmeter (LE,
Gaussmeter DG500, USA), and by a standard coil probe
(50 turns, 0.5 cm internal diameter of the coil probe,
0.2 mm B copper wire) of a Tektronix 720A oscilloscope
(Tektronix, Inc., Beaverton, OR), respectively (Fig. 1). The
shape of the induced electric ﬁeld and its impulse lengthwere kept constant. Inside this area, the magnetic ﬁeld
was uniform and it was focused on the multiwell plate,
which was placed between the two coils.
PEMF EXPOSURE CONDITIONS
In the ﬁrst set of experiments PG synthesis was investi-
gated vs exposure length. To this aim, at the end of the
equilibration period in culture (time 0), the explants were ex-
posed for 1, 4, 9, and 24 h to a PEMF with the same char-
acteristics as used in previous studies (75 Hz; 2 mT)19,20.
PEMF exposure was performed in the presence of 10%
FBS in the culture medium (0.5 ml/well) and the explants
were maintained in culture for 24 h, independently of the ex-
posure time. The medium was changed at the beginning of
the exposure both in unexposed and exposed explants.
Based on the results of the ﬁrst set of experiments, the
most effective exposure time was chosen and PG synthesis
was measured in cartilage explants exposed to PEMFs of
different magnetic ﬁeld peak values: 0.5, 1, 1.5, 2 mT.
Finally, the most effective exposure time and peak ﬁeld
values were selected and PG synthesis was measured
with PEMFs of different frequencies (2, 37, 75, 110 Hz).
All experiments were performed under the same standard
culture conditions described above. PEMF-unexposed ex-
plants (controls) were placed in the same incubator as the
exposed explants at a distance where no difference from
background magnetic ﬁeld was observed, when the PEMF
generator was turned on. All treatments were performed
with triplicate wells.
PG SYNTHESIS
PG synthesis was measured as radioactive sulfate incor-
poration into glycosominoglycans (GAGs), which are
biochemical components of PGs20,21. Whatever the ﬁeld
characteristics and the exposure time, PG synthesis was
evaluated during the 24 h of culture from the beginning of
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Fig. 1. (a) Waveform of the electric ﬁeld induced in the standard coil
described in Methods. The shape of the electric ﬁeld equals the
shape of the signal imposed on tissue. The amplitude of the electric
ﬁeld measured is a function of the rate of change in the magnetic
ﬁeld: dB/dt. (b) Rate of change of the magnetic ﬁeld. In abscissa
each division is 2 ms.
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35SO4 (2.2 mCi/ml)
(Amersham Pharmacia Biotech, Buckinghamshire,
England) was added to the culture media of both unex-
posed and exposed explants at time 0. After the radio-
labeling, explants were rinsed and digested in 20 mM
phosphate buffer (pH 6.8) containing 4 mg/ml papain
(SigmaeAldrich S.r.l., Milan, Italy) at 60C for 12 h31. The
content of 35S-labeled newly synthesized PGs (35S-PGs)
was measured following precipitation of the 35S-PGs with
cetylpyridinium chloride (SigmaeAldrich S.r.l., Milan, Italy)
and ﬁltration onto glass ﬁber ﬁlters (Whatman GF/C)32.
Filters were dried and radioactivity was quantitated by liquid
scintillation counting.
TOTAL DEOXYRIBONUCLEIC ACID DETERMINATION
Aliquots from cartilage explants papain-digests were
analyzed for DNA content by the ﬂuorometric method of
Labarca and Paigen33.
STATISTICAL ANALYSIS
Data were expressed as the mean values S.E. Compar-
isons between groups were performed using Student’s
t test, with P 0.05 considered signiﬁcant.
Results
EXPOSURE LENGTH EFFECTS ON PG SYNTHESIS
Similarly to what previously reported20, no changes were
observed in DNA content between control and exposed ex-
plants in all conditions tested; PG synthesis is reported as
cpm/mg DNA.
When cartilage explants were exposed to 2 mT, 75 Hz
PEMF, PG synthesis increase over controls ranged from
12% at 4 h to 17% at 24 h of exposure (Fig. 2). One-hour
exposure did not signiﬁcantly increase PG synthesis.
MAGNETIC FIELD PEAK INTENSITY AND FREQUENCY
EFFECTS ON PG SYNTHESIS
On the basis of the results obtained in the ﬁrst set of ex-
periments, explants were exposed for 24 h to PEMF with
a magnetic ﬁeld peak amplitude ranging from 0.5 to 2 mT
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Fig. 2. Exposure time-dependent effects on PG synthesis. Cartilage
explants were exposed for different exposure times (1, 4, 9, 24 h) to
a selected ﬁeld (75 Hz, 2 mT). 35S-PGs incorporation values were
normalized to corresponding control values (100%). Differences
were considered signiﬁcant at P 0.05. * Indicates statistical signif-
icance vs control.(Fig. 3). At all the magnetic ﬁeld peak amplitudes, a signiﬁ-
cant PG synthesis increase was measured in PEMF-ex-
posed explants compared to controls. Maximum increase
(21% over controls) was observed when peak ﬁeld ampli-
tude was set at 1.5 mT and it was signiﬁcantly higher than
that observed at 0.5 mT (9% over controls). At 2 mT the in-
crease in PG synthesis (15% over controls) was slightly
lower than at 1.5 mT, although this difference was not
signiﬁcant.
Then, the relationship between PEMF frequency and PG
synthesis was investigated at the magnetic ﬁeld peak inten-
sity of 1.5 mT and the exposure length of 24 h (Fig. 4). At all
the frequencies investigated a signiﬁcant increase in PG
synthesis over controls was observed, however no signiﬁ-
cant difference in PG synthesis levels was observed among
different frequencies tested.
Discussion
The strict control of both culture conditions and exposure
physical characteristics are of critical importance when in-
vestigating the effect of PEMFs. In fact, several studies
show that the PEMF-induced proliferative and differentiative
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Fig. 3. Magnetic ﬁeld peak amplitude-dependent effects on PG syn-
thesis. Cartilage explants were exposed for 24 h to different ﬁelds
(0.5, 1, 1.5, 2 mT, 75 Hz). 35S-PGs incorporation values were nor-
malized to corresponding control values (100%). Differences were
considered signiﬁcant at P 0.05. * Indicates statistical signiﬁ-
cance vs control. : indicates statistical signiﬁcance vs 0.5 mT.
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Fig. 4. Frequency-dependent effects on PG synthesis. Cartilage ex-
plants were exposed for 24 h to different ﬁelds (2, 37, 75, 110 Hz,
1.5 mT). 35S-PGs incorporation values were normalized to corre-
sponding control values (100%). Differences were considered sig-
niﬁcant at P 0.05. * Indicates statistical signiﬁcance vs control.
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stage34, and the culture conditions1,16,35. Furthermore,
PEMF biological effects are dependent on exposure time
and on physical parameters characterizing the electromag-
netic ﬁeld1,21,26,28e30,36. In vitro and in vivo studies show
that PEMFs can modify cartilage metabolism14e20 and ulti-
mately prevent OA progression in guinea pigs24,25. Thus, it
is of paramount importance to identify the most effective ex-
posure conditions at eliciting PG synthesis in cartilage
explants.
Our previous experiences19,20 and clinical investigations8
have been conducted with the electric ﬁeld signal whose
characteristics are described in Fig. 1(a), in particular the
amplitude of the electric ﬁeld is kept constant for the whole
length of the impulse width, 1.3 ms. In this study, keeping
the pulse waveform constant, doseeresponse curves
were investigated.
PG synthesis has been investigated initially as a function
of the exposure time. Data show that at least 4 h of expo-
sure to PEMFs is necessary to induce a signiﬁcant increase
in PG synthesis. Greater effects are associated with a longer
exposure time, the maximum effect being observed at 24 h.
These results conﬁrm previous observations showing that
long exposure times, at least 6e9 h, are needed to stimu-
late proliferation in human primary cells including osteo-
blast-like cells, lymphocytes and chondrocytes1,16,35. It
has been reported that 7 h/day exposure to PEMFs stimu-
lates endochondral ossiﬁcation in rats, by increasing PG
synthesis21. In vivo Fini et al.25 found it was necessary to
expose Dunkin Hartley guinea pigs to PEMFs 6 h/day to
prevent knee OA progression. Other authors, using different
PEMFs demonstrated that 1 h daily exposure could prevent
OA progression in Dunkin Hartley guinea pigs24. This is rel-
atively surprising considering that besides exposure time,
also pulse characteristics may inﬂuence the biological
response.
The doseeresponse curve for the effect of magnetic ﬁeld
peak amplitude on PG synthesis shows that all magnetic
ﬁeld values investigated induced a signiﬁcant increase in
PG synthesis. The largest increase was observed at
1.5 mT and then it stabilized, the slight decrease observed
at 2 mT being not signiﬁcant. In different experimental
models, other authors observed that maximal effects were
reached for magnetic ﬁeld values of 1e1.5 mT when a range
of values of 0.1e2.5 mT was investigated26,37,38. The mag-
netic ﬁeld peak values that stimulate PG synthesis are of
the same amplitude as those used to modulate ligande
receptor kinetics26,37,38 i.e., 1.5 mT. However, in ligande
receptor studies, the PEMF effect is quite rapid, a few
minutes, suggesting that all cell structures, sensitive to
the ﬁeld effects, are immediately and completely activated
provided that the ﬁeld amplitude is above 1 mT. On the con-
trary, the exposure time required to trigger a signiﬁcant cel-
lular response is much longer, 4 h in cartilage explants. We
interpreted the need for a lengthy PEMF exposure to elicit
a biological response as a means of protection from exter-
nal perturbations of more complex biological systems, such
as explants.
Very few studies in the literature investigate the effect of
frequency; concerning bone, the PEMF-induced effect was
maximal at 15 Hz, and decreased at frequencies under
10 Hz29,30. To our knowledge, the inﬂuence of ﬁeld fre-
quency has not been previously investigated in cartilage;
we did not ﬁnd any difference in the PEMF-induced in-
crease in PG synthesis when changing pulse frequency.
Also Cane` et al.5 did not observe differences by changing
frequency in a model of osteogenesis in the horse. It isintriguing why no effect of varying frequency was observed.
The time the biological system is actually exposed to the
PEMF might depend both on the number of hours of expo-
sure and on the pulse frequency used. In all our experi-
ments, the individual pulse duration was 1.3 ms. This
means that during the 24 h of exposure, the induced electric
ﬁeld was present 140 min at 75 Hz and only 3.7 min at 2 Hz.
However, we observed that the effect on PG synthesis was
not dependent on the frequency used, but on the exposure
time only. This emphasizes the importance of the repetition
over time of the stimulus to overcome the ‘‘biological inertia’’
of complex systems. In addition, bone requires prolonged
stimuli for the functional adaptation to mechanical load.
Overall, we should consider that the need for a repetition
over time results in a protection of biological systems from
environmental physical perturbation. Furthermore, it is note-
worthy that PEMF daily exposure, over months, has been
used in clinical studies11,39.
Our results show that PEMFs have a signiﬁcant effect on
cartilage by increasing PG synthesis and promoting ana-
bolic activity in explants, and that this effect can be opti-
mized at least within the range of parameters investigated
herein. To what extent the combinations of the most effec-
tive exposure conditions may further optimize the response
of cartilage explants to PEMFs require further investiga-
tions. This is consistent with recent ﬁndings indicating that
PEMFs have an adenosine-agonist effect26,37, which has
been shown to have anti-inﬂammatory properties and ulti-
mately provide chondral protection25,40,41.
The study of the PEMF parameters and exposure condi-
tions to optimize the effects on cartilage is part of the
pre-clinical work necessary to identify the most effective
treatment regimens for cartilage protection to be tested in
clinical trials.
Acknowledgments
The authors are grateful to the slaughterhouse (Ditta Daini
of Mirabello, Ferrara, Italy) for providing bovine cartilage
specimens. We would also like to acknowledge support
from Dr C. Quarantotto of the Veterinary Service in Cento,
Ferrara.
References
1. De Mattei M, Caruso A, Traina GC, Pezzetti F, Baroni T,
Sollazzo V. Correlation between pulsed electromag-
netic ﬁelds exposure time and cell proliferation in-
crease in human osteosarcoma cell lines and human
normal osteoblast cells in vitro. Bioelectromagnetics
1999;20:177e82.
2. Lohmann CH, Schwartz Z, Liu Y, Guerkov H, Dean DD,
Simon B, et al. Pulsed electromagnetic ﬁeld stimula-
tion of MG63 osteoblast-like cells affects differentiation
and local factor production. J Orthop Res 2000;18:
637e46.
3. Heermeier K, Spanner M, Trager J, Gradinger R,
Strauss PG, Kraus W, et al. Effects of extremely low
frequency electromagnetic ﬁeld (EMF) on collagen
type I mRNA expression and extracellular matrix syn-
thesis of human osteoblastic cells. Bioelectromag-
netics 1998;19:222e31.
4. Hartig M, Joos U, Wiesmann HP. Capacitively coupled
electric ﬁelds accelerate proliferation of osteoblast-like
primary cells and increase bone extracellular matrix
formation in vitro. Eur Biophys J 2000;29:499e506.
167Osteoarthritis and Cartilage Vol. 15, No. 25. Cane` V, Zaffe D, Botti P, Cavani F, Cadossi R. PEMF
exposure time inﬂuences the amount of bone new for-
mation using the reparative process in transcortical
holes in the horse. In: BEMS Abstract Book. 21st
Annual Meeting, 1999 June, pp. 83e84.
6. Landry PS, Sadasivan KK, Marino AA, Albright JA.
Electromagnetic ﬁelds can affect osteogenesis by in-
creasing the rate of differentiation. Clin Orthop 1997;
338:262e70.
7. Bassett CA, Mitchell SN, Gaston SR. Pulsing electro-
magnetic ﬁeld treatment in ununited fractures and
failed arthrodeses. JAMA 1982;247:623e8.
8. Traina GC, Fontanesi G, Costa P, Mammı` GC,
Pisano F, Giancecchi F, et al. Effects of electromag-
netic stimulation on patients suffering from non-union:
a retrospective study with a control group. J Bio-
electricity 1991;10:101e17.
9. Ito H, Shirai Y. The efﬁcacy of ununited tibial fracture
treatment using pulsing electromagnetic ﬁelds: relation
to biological activity on nonunion bone ends. J Nippon
Med Sch 2001;68:149e53.
10. Trock DH, Bollet AJ, Markoll R. The effect of pulsed
electromagnetic ﬁelds in the treatment of osteoarthritis
of the knee and cervical spine. Report of randomized,
double blind, placebo controlled trials. J Rheumatol
1994;21:1903e11.
11. Zizic TM, Hoffman KC, Holt PA, Hungerford DS,
O’Dell JR, Jacobs MA, et al. The treatment of osteoar-
thritis of the knee with pulsed electrical stimulation.
J Rheumatol 1995;22:1757e61.
12. Sadlonova J, Korpas J. Personal experience in the use
of magnetotherapy in diseases of the musculoskeletal
system. Bratisl Lek Listy 1999;100:678e81.
13. Thamsborg G, Florescu A, Oturai P, Fallentin E,
Tritsaris K, Dissing S. Treatment of knee osteoarthritis
with pulsed electromagnetic ﬁelds: a randomized,
double-blind, placebo-controlled study. Osteoarthritis
Cartilage 2005;13:575e81.
14. Sakai A, Suzuki K, Nakamura T, Norimura T, Tsuchiya T.
Effects of pulsing electromagnetic ﬁelds on cultured
cartilage cells. Int Orthop 1991;15:341e6.
15. Pezzetti F, De Mattei M, Caruso A, Cadossi R,
Zucchini P, Carinci F, et al. Effects of pulsed electro-
magnetic ﬁelds on human chondrocytes: an in vitro
study. Calcif Tissue Int 1999;65:396e401.
16. De Mattei M, Caruso A, Pezzetti F, Pellati A,
Stabellini G, Sollazzo V, et al. Effects of pulsed elec-
tromagnetic ﬁelds on human articular chondrocyte pro-
liferation. Connect Tissue Res 2001;42:269e79.
17. Smith RL, Nagel DA. Effects of pulsing electromagnetic
ﬁelds on bone growth and articular cartilage. Clin
Orthop 1983;181:277e82.
18. Ciombor DM, Lester G, Aaron RK, Neame P,
Caterson B. Low frequency EMF regulates chondro-
cyte differentiation and expression of matrix proteins.
J Orthop Res 2002;20:40e50.
19. De Mattei M, Pasello M, Pellati A, Stabellini G,
Massari L, Gemmati D, et al. Effects of electromag-
netic ﬁelds on proteoglycan metabolism of bovine
articular cartilage explants. Connect Tissue Res
2003;44:154e9.
20. De Mattei M, Pellati A, Pasello M, Ongaro A, Setti S,
Massari L, et al. Effects of physical stimulation with
electromagnetic ﬁeld and insulin growth factor-I
treatment on proteoglycan synthesis of bovine articu-
lar cartilage. Osteoarthritis Cartilage 2004;12:
793e800.21. Aaron RK, Ciombor DM, Keeping H, Wang S,
Capuano A, Polk C. Power frequency ﬁelds promote
cell differentiation coincident with an increase in trans-
forming growth factor-beta(1) expression. Bioelectro-
magnetics 1999;20:453e8.
22. Liu H, Abbott J, Bee JA. Pulsed electromagnetic ﬁelds
inﬂuence hyaline cartilage extracellular matrix compo-
sition without affecting molecular structure. Osteoar-
thritis Cartilage 1996;4:63e76.
23. Goldring MB. The role of the chondrocyte in osteoarthri-
tis. Arthritis Rheum 2000;43:1916e26.
24. Ciombor DM, Aaron RK, Wang S, Simon B. Modiﬁca-
tion of osteoarthritis by pulsed electromagnetic
ﬁeldda morphological study. Osteoarthritis Cartilage
2003;11:455e62.
25. Fini M, Giavaresi G, Torricelli P, Cavani F, Setti S,
Cane V, et al. Pulsed electromagnetic ﬁelds reduce
knee osteoarthritic lesion progression in the aged
Dunkin Hartley guinea pig. J Orthop Res 2005;23:
899e908.
26. Varani K, Gessi S, Merighi S, Iannotta V, Cattabriga E,
Spisani S, et al. Effect of low frequency electromag-
netic ﬁelds on A2A adenosine receptors in human
neutrophils. Br J Pharmacol 2002;136:57e66.
27. Fini M, Giavaresi G, Carpi A, Nicolini A, Setti S,
Giardino R. Effects of pulsed electromagnetic ﬁelds
on articular hyaline cartilage: review of experimental
and clinical studies. Biomed Pharmacother 2005;59:
388e94.
28. Chang K, Chang WH, Wu ML, Shih C. Effects of differ-
ent intensities of extremely low frequency pulsed elec-
tromagnetic ﬁelds on formation of osteoclast-like cells.
Bioelectromagnetics 2003;24:431e9.
29. McLeod KJ, Rubin CT. The effect of low-frequency
electrical ﬁelds on osteogenesis. J Bone Joint Surg
Am 1992;74:920e9.
30. Rubin CT, Donahue HJ, Rubin JE, McLeod KJ. Optimi-
zation of electric ﬁeld parameters for the control of
bone remodeling: exploitation of an indigenous mech-
anism for the prevention of osteopenia. J Bone Miner
Res 1993;8:S573e81.
31. Farndale RW, Buttle DJ, Barrett AJ. Improved quantita-
tion and discrimination of sulphated glycosaminogly-
cans by use of dimethylmethylene blue. Biochim
Biophys Acta 1986;883:173e7.
32. Wasteson A, Uthne K, Westermark B. A novel assay for
the biosynthesis of sulphated polysaccharide and its
application to studies on the effects of somatomedin
on cultured cells. Biochem J 1973;136:1069e74.
33. Labarca C, Paigen K. A simple, rapid, and sensitive
DNA assay procedure. Anal Biochem 1980;102:
344e52.
34. Aaron RK, Ciombor DM. Acceleration of experimental
endochondral ossiﬁcation by biophysical stimulation
of the progenitor cell pool. J Orthop Res 1996;14:
582e9.
35. Cadossi R, Bersani F, Cossarizza A, Zucchini P,
Emilia G, Torelli G, et al. Lymphocytes and low-fre-
quency electromagnetic ﬁelds. FASEB J 1992;6:
2667e74.
36. Chang K, Chang WH, Huang S, Huang S, Shih C.
Pulsed electromagnetic ﬁelds stimulation affects oste-
oclast formation by modulation of osteoprotegerin,
RANK ligand and macrophage colony-stimulating fac-
tor. J Orthop Res 2005;23:1308e14.
37. Varani K, Gessi S, Merighi S, Iannotta V, Cattabriga E,
Pancaldi C, et al. Alteration of A(3) adenosine receptors
168 M. D. Mattei et al.: Proteoglycan synthesis in bovine articular cartilagein humanneutrophils and low frequencyelectromagnetic
ﬁelds. Biochem Pharmacol 2003;66:1897e906.
38. Massot O, Grimaldi B, Bailly JM, Kochanek M,
DeschampsF, Lambrozo J, et al. Magnetic ﬁeld desensi-
tizes 5-HT(1B) receptor in brain: pharmacological and
functional studies. Brain Res 2000;858:143e50.
39. Mammi GI, Rocchi R, Cadossi R, Massari L, Traina GC.
The electrical stimulation of tibial osteotomies: a double-
blind study. Clin Orthop 1993;288:246e53.40. Tesh AM, MacDonald MH, Kollias-Baker C, Benton HP.
Chondrocytes respond to adenosine via A2 receptors
and activity is potentiated by an adenosine deaminase
inhibitor and a phosphodiesterase inhibitor. Osteoar-
thritis Cartilage 2002;10:34e43.
41. Cohen SB, Gill SS, Baer GS, Leo BM, Sheld WM,
Diduch DR. Reducing joint destruction due to septic
arthrosis using an adenosine 2A receptor agonist.
J Orthop Res 2004;22:427e35.
